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October 2, 1989 and in revised form August 22, 1990; accepted August 23, 1990 Kikuchi, 1981; Schmid, 1975 Schmid, , 1976 . This decrease can influence the results obtained during the micronucleus test, resulting in increased occurrence of false positives (Heddle, 1973; Schmid, 1975; Yamamoto and Kikuchi, 1981 EPA, 1982; EEC, 1979) . However, the exact relationship between fluctuations is the PE:NE ratio and myclotoxicity
is not yet known.
Although it has been shown that all stem cells are affected by most cytotoxic agents (Chaimongkol et al., 1989; Marsh, 1985; Lohrmann, 1984; Millar and Blackert, 1974) , the degree to which this occurs may diffrr from one cell line to another (Kubota et al., 1984) . et al., 1986; Salamone et al., 1980; Mohn and Ellenberger 1976; Schwartz and Sodengen, 1963) .
Materials and Methods
Animals and Treatment. Adult CD! mice (Charles River; St-Aubin-l#{234}s-Elbeuf, France), aged 7-8 weeks with a mean body weight of3O g, were used. They were housed at 22 ± 2C and exposed to a 12-hr light/12-hr dark cycle. Food (UAR A 04) and tapwater were provided ad libitum throughout the study. Cell Suspension. One femur was removed, and the bone marrow was extracted and collected in 1 ml of7% formaldehyde (Prolabo; Paris, France) in calcium-, magnesium-, and phenol red-free Hanks' balanced salt solution (Gibco BRL; Cergy-Pontoise, France). Three ml of fixative solution were carefully added to the cell suspension, which was kept for at least 48 hr at 4'C until stained. One ml of the cell suspension (approximately 4.5
x 106 cells) was then spun for 5 mm at 400 x g and rinsed in calcium-, magnesium-, and phenol red-free Hanks' balanced salt solution. Finally, the cells were re-suspended in 0. 
Results

Flow Cytometry and Sorting ofBone Marrow Cells
The different steps in the acquisition process are summarized in Figure  1 . First, an area of interest was placed on the scattengram to exclude debris and aggregates ( Figure  1 showed strong red fluorescence ( Figure  2C) 
Kinetic Studies
The results obtained after treatment with CP, MMC, and VC at four sacrifice times (50, 1.6, and 0.6 mg/kg, respectively) are shown in Figure  3 (cytogram of R.NA analysis of anucleated cells). MMC ( Figure  3A ) and CP ( Figure  3B) (1980, 1983) reported the use ofpyronin-Y to stain RNA in the reticulocyte population. However, it has been found that this probe is not specific for RNA, and the association of methyl green, to block the binding sites of pyronin-Y on DNA, has been found necessary (Pollack et al., 1982) .
Moreover, the association of a second probe to stain the large number of nucleated cells in the bone marrow and the need for a dualbeam cytofluorimeter have prompted some authors to look for other methods.
Staining with thioflavine-T has been described in unfixed cells (Metzger and Charache, 1987; Sage et al., 1983 DNA and RNA is required. This prompted us to use AO, as descnibed for blood by Schmitz and Werner (1986) and by Seligman et al. (1983) . AO is simple to use and provides highly specific cytograms with high resolution.
The use of a single beam at 488 nm avoids uv emission from a high-power laser and makes it possible to stain fixed cells. The use of formaldehyde as fixative increased the stability ofdouble-stranded nucleic acids (Tnaganos et al., 1977; Darzynkiewicz et al., 1975a,b) . Moreover, this step yielded a simplc analysis and gave good reproducibility at an interval of 3 months 
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